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f- h\ siRNA ft if b"CX& < fU^I $ tl/T * fc„ 

— RNA Sr^-t-SiflSSrffiU, ioTf^^tlfc^ y±^^— RNA 

AfrftJl-teU NF-»cB, STAT-1, STAT-2. STAT-3. STAT-4, STAT-5, STAT-6, 
GATA-3, AP-1, E2F, Ets, CRE & if 54 ®^3i s ^B 5stT/"CV^5o 

siRNA £ UT|r^ttt < RNA^f#(RNA interferance ; RNAi) «fc o T\ HI 

^^PJOW^^^^^fefT^Cifef*. Biochem Biophys Res Commun. 2003 Sep 
5 ; 308(4) : 689-97, Gene Ther. 2002 Dec ; 9 (24) : 1682-92 *5 £Xf Circ Res. 
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2002 Jun 28; 90(12) : 1325-32 X*hZ> B 

— Mb(S ^){^fp(ClJ; 9^^y^^ WT-if (exonuclease)^tD^^fc*J--r 

(1) — y =r^ ^ K-efco t\ 5' ^m^mUMm^m § <t>*b 

(2) — #0w-y ^ k^s 30-70 (Dis*©;*? 1 ^ 

(3) — #«M-y =r^^u^K*s 34—64 4&»-t?fcs % (D*v^u(2)lBtR© 

(4) — #0W-y •3^?\sHr'5- Ktf* 38-58 ISSt'fcS, (DfcV^(3)|B*£<Z> 

(5) — y =f^ ^ w^-^ k# 42-54 m.m&x*3bz s (i) jfcv^ u (4)ia*s<D 

;*^-f ^M^- y * 1^5=- Ko 

(6) A — ^UtK 4-6^S*T-fc^(l)^V^b(5)|2«fe©^^-r^M^-y =*3* 
* Ko 

(7) — y =f ^ ^ U^"^ Ktf* 42-54 M5T^ «9 % JV—^W 4-6 4^ 

(8) rf- y =r ^ * Ka* dna * fcte dna fi^ffc-efc 5 , (1) ft V > b (7) lEifto 

y^m* v=t*? Ko 
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v n b (8) IS^co^ *rs( zf/VQ* V ? v^rf- K„ 

do) ^m^tmmm^ i 3 -e^$tt^!J ^a-^* * 

(11) (D^VNUdOJIB^^x-r^M^-y v^KfrfefcSE*. 

(12) EIH^lB^H^IflWJ, 7m^*!J ^^V^KSfctt: siRNA 
-t?&3(ll)iB*c<DEJjg 0 

d3) ^H-^ia«fl^s*i«jia«9^*)S, (ummcommo 

(14) te^H-T-fl^ NF-kB % STAT-1, STAT-2, STAT-3, STAT-4. STAT-5^ STAT- 
6, GATA-3, AP-1 N E2F, Ets *5 CRE ^bSSfcfftfc 1 (12) £fcte 
<13)SB*fc©l£aS, 

(15) BE3S#x TW^-tt^l, SEM^I> Jd&JfM4 
M^^fe^ (percutaneous transluminal coronary angioplasty; PTCA)^Ol¥^ 

*&©^b& • mm • &wmx*&z>, (i2)t£^L,(u)&m.(ommo. 

(is) #km&, mm0k, j&mM. sm, »m&. m&m^ m 

(17) Hfli&as, UttTOy 0^Mfc«WttH^-e&5, (16)IB«©E 

(is) &mmK r v mm^m^, mm, j^mmm* tiim 

m-VfoZ, (16)fBS<DgJj£ 0 

(19) (l)7fev^U(10)(DV>-rtb^^fB<febfc^7 i ^7 p ^M^-y K£r 

te^H^RE**^ TV?"fe siRNA <aM3£<afc&&<:fflV^/Bi^o 

(20) (l)/ e fV^U(10)c7)V^tv^fc|B<feLfc^v i -l'^ P /VM^-y =?^^ W^-^" K© 

*fc« siRNA *s^rsft^ASr^B5 • mm - gkn-rs^feo 
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A A 
A GGAGGGAAATCCCTTCAAGG A 
SEQ. 1 A CCTCCCTTTA pGGAAGTTCC A 



C 



A 

C A 
CAGGAGGGAAATCCCTTCAAGG 



SEQ. 2 ^ GGTCCTCCCTTTA [gGGAAGTTCC 



A 
A 



T T T 

seq 3 aaagggaaatcccttcaaga t 

t tttccctttaIgggaagttct t 

T n T 

Rtps im«**t#«[5 , »^J;r5 3 , »]**!*-t-5. 
£fc*o$^f^^£;ft,ftv^ iism 30-70 ittft-efct), 0*b<{* 

34~64^S*-t?fe9, J: 9 0*b< « 38—58 SU£*T?*>?K £feiC#f;£b< 
14 42—54 ISfttfcS, 

ifcfcL/W-TTlfPtt 3—10 ^SS-Cfc t> , b< 4~6^Sft^fe?>o 

$ fe HI 5' J;tf 3' «Ojf 9 iS UffiK^lJ (5' fete 3' k,'^--•7 6 sp;£-e 
o^44£^3IE?|J)om;ftt>pss£^ ai^m 4 ~ 2 o tsst^!) , 

$f * b < 6—18 tl^T^ "9 s £ D * b < fit 8—16 *fcg$£T?*> 5„ 

$ e>m*5SW»z:43»j-S^-y * KttlS^^tbi*. DNA, DNAff*»#: N 

RNA h 5 V ^ RNA Pftffeot ± V ^ DNA % fcfct DNA ilifr^ J: S> 0& 
bV\ 
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if t? S £ r «-**EW Sr-a-fife Lfc#, «jK«f T?*Ptt*t- S r. i «fc 
siRNA ±5*#:«lK:W:, mtLtti&m, §BMM> Wtt^S, 

»3&5IR**ti/JteV^ al^lHIfefc«9 10/zg~10g£r, b < tt 100 /z g~ 
**5*3SM £ teS'Jl^ 09*.tf W003/091432 ^^teM^SftfcSfctfc^'f 
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m 1 LPS 24 B#|H]&© % i#«_L?f >£<D IL-1 j8 

B2tt, IPSj&l*24B#|H]&<E>, »HJthit^©IL-l/3**^UfcBn?*>5. 
fcPS^ $ v n r £ tew 5 * T? t ft v \ 

a. i?--r h^^^^^* 
i. fMio&i 

(1) ^flWcSBfebfcBBttj; ^^^jft#©?tiR«atts:^*^>rx 

(homogenize) bfc# N lOOmg fo 24well plate &£3gV^fc 0 [serum 
free medium] 500 n l/well) 

NF-/cB f = ^\ Scramble fa W <£> h 7 7 » ^ 3 ^ (transf ection) 

(HVJ envelope jfe) 

(2) HVJ 1. 1X10 4 HAU/l. 1 ml BSS [Balanced Salt Solution (137mM NaCl, 
5. 4mM KC1, lOmM Tris-HCl, pH7. 6] <D^MX 99mJ/cm 2 "C UV bfc c 

(3) lml -fo 1.5ml fa'-yil^iil, 4*0, 15000rpm, 15min jfrfr#ygb/t„ 

(4) 200 ix g ©t^^ \Z. BSS SrSfc&n b 92 » 1 £ bfc 0 

(5) 3% TritonX-100/TE Buffer Wfc 8 H 1 SrSfc&D bfc 0 

(6) 4°C, 15000rpm, 15min 3t'C?*±»Bfe5fe bfc„ 

(7) BSS lml &imk.xm&& 15000rpm, 15min jS'C?5>lllbfc 0 

(8) ±m$&3s%k 200 a 1 <D PBS fcl®$B bfc. 

(9) 15 a M fclftS ± 5 i-f a-T-HVJ envelope ^&&mm»f$K:;!JDx.T 37<C 
CO C0 2 -f y^a^- * — T? 30 h bfc 0 
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NF- k B 7 s =1 J 

5* -CCTTGAAGGGATTTCCCTCC-3 ' /5' -GGAGGGAAATCCCTTCAAGG-3 ' (-#00 
Scramble T* 3 ^ 

5' -CATGTCGTCACTGCGCTCAT-3 ' /5' -ATGAGCGCAGTGACGACATG-3 ' (-#$0 
*^>f TVi/SW-JJ rf^^ u^-f- K(i) 

5' -ATTTCCCTCCAAAAGGAGGGAAATCCCTTCAAGGAAAACCTTGAAGGG-3' (1 ^BItT? 
ligation) 

y^gg^y i^^K(ii) 

5' -ATTTCCCTCCAAAAGGAGGGAAATCCCTTCAAGGAAAACCTTGAAGGG-3' (2 ^BfT 
ligation) 

2. LPSflJ^fc 

(10) tW-HVJ envelope M^^* U 10%FBS A 9 (medium) 500 n 1 
SrAP^T 0. 01 fi g/ml t 5 J: 5 f£ LPS SrSfcbD Lfc e 

3. ^mm^HIilX, IL-l/3$J5i£ 

(11) 24 ^mi-^#^T>^J^m^lHlJiJl 0 mi^mi^^PBS 500^1 £#P;iT 
tf^v 5 "^ if— (homogenizer)^*^i^^X(homogenize) Lfc 0 

5000rpm, lOmin ]&>b&±.m&W& Ufc 0 IL-1 £ «flj££ ^-20^T*## L7c 0 

(12) ig^Jn?*, MLhflf 2: IL-1 j3 ELISA^h (ENDOGENIC Z> # u J? 
No. :EH21L1B) -?3l!]^Lfc 0 

4. ^ 



NT(LPSO) 90.8 

SC(LPSO) 49.6 

NF(LPSO) 102. 1 

Rl (LPSO) 14. 6 

R2(LPS0) 22.9 



/mi) m i mm) 

NT (LPSO. 01) 303.9 

SC (LPSO. 01) 370.7 

NF (LPSO. 01) 312.6 

Rl (LPSO. 01) 25. 1 

R2 (LPSO. 01) 74.3 
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JfrfflS-hi**© IL-l/3 4 (pg/ml) (@2#fl8) 

NT(LPSO) 17.5 NT(LPSO.Ol) 170.9 

SC(LPSO) 7.2 SC(LPSO.Ol) 145.7 

NF(LPSO) 10.5 NF(LPS0. 01) 484.8 

Rl(LPSO) 13.5 RKLPSO. 01) 38.9 

R2(LPS0) 15.6 R2(LPS0. 01) 111.2 



nt : &#mm 

SC : scramble ra-fg:^i 
NF : NFkB 5* = >f 

Rl : ^-r-r^M^-y 9 ^UtT K (ligationl d*0f) 
R2 : y * Vtf-^ K (ligation2 

IL-l 0 <DMm*tflZ-X^t£ 0 1 fffi9^1f—>s ^(ligation) IrltXTJ'Tfl' 

m* v 9 u^-f- ^(D^a>mm^nm>oiiL 0 (~mm nf k b ^i^-e^ 

•fife RAitOJHIJIiai 



Decoy^-TransfectionCHVJ enveloped) 



LPS-e$IJi!5 




TitlH^rhomogenize 
I 3£to 

1 (5000Gxi0min) 




ELISACJkll.) 
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1) sit-am?*^ 

2) ^^"rA-zT^Wf^A 

3) ^ S 4t*TA -7)VWt^4 (S fcft U 

4) — ^ifn A ZfAm* V =f J* ? u^"f- K© ligation "T5 ItfCD^pg) 

5) gftfil S -fb— *^X=-f U^-Y ^M^-y ^ KO ligation "TS 

^^•€tL^nfii5^(^) & 0%, 5o%^fc« ioo%^p^l, $;7£mzmm.&.W}\z.x 

S^-^^-fte^, 3) ^S^^^^^V^^-f^fS.^^, 4) 

4)^f«S^-^^=^ t ti-^m^^Jfe, 1)~3) tJt<gfcbTMtT5 
^ 4 s -e <D^c3£tttt{S** o fc 0 

L^L4)|f4SS -ffc— ##!:r a >f 5)— *«S9*3^SrJt»-fSi:. 4)»WSs 
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te#^rt^ttWfc*frfr4:J#J* L&v> 3-10 ©ifc£6B?i]a> ft 7°lFt5^ 

2. — *H*y =J5C^U*^K«S 30—70 *Kft-e*>a, W*3fcJgllB*ft©* 

3. -*m*V =t*?U*^h*& 34-64 m^l*fc«2 

4. — ^^-U dT^^v^ K# 38—58 IIftt^5, »3jSSCl&V^3 

^ ^vgy^- y =rj* ^ K» 

7 . — >MS:*- y ^ * K# 42-54 tMt'fe <9 N ^—ZfUt^ 4—6 i£ 

Ko 

8. ^-y l/^K^DNA^fc^DNAfl^-efe5, 1*3fc:9C 1 b 7 

m i u 8 (Dv>-rtL^^iBito^x-r ^m^- y ? u k 0 
i o . fm*t<D*mm* 1 u 3 , *^«TiB^5t^^^tts^-y =^ 

tiMHDXTJ zfjvmOr y =*3* * K„ 
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SEQ. 1 




SEQ.2 



T 



C 



C A 

A 

CAGGAGGGAAATCCCTTCAAGG 
GGTCCTCCCTTTA |gGGAAGTTCC A 
A A 



SEQ. 3 



' aaagggaaatcccttcaaga t 
t tttccctttaIgggaagttct t 

T - T 



1 1. WNsgifcv^i oov^^^is^^^-r^^M^-y =r**^ w- 

12. EUBasfc&Ba-T-lMftL T^^~fe^*fc« siRNA T?*>S»*gi 1 1 

1 3. ^H^Pl^J^^Pl^J-efeS, 2lB«fc<D^3j£ 0 
14. NF-icB % STAT-1, STAT-2, STA.T-3, STAT-4. STAT-5, 

STAT-6, GATA-3, AP-1, E2F, Ets *3«kt* CRE a>S>5ik£ftfc 1 fflt&S 

WlWMffiM (percutaneous transluminal coronary angioplasty; PTCA) 

w^co^Vi - mm - m&fl-vibz, n&mi 2#^ui 4©v^ttj6^iB«feo 
i e. ffes^, mfif5^> wifc, iff*, w^^, matte, m&mte, 

17. il@5^^, HttMfi0y Dvf|fc|j:»i|i^fc5, If*>5l6 
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is. &mmK Thf-ttAjt^ mm, Butmmtmm 

2 0. is^:^i5fev>bi oov^^^iB<feufc^7 i --r7 0 ^M^-y u 
^--t^x&tifc siRNA *^Rtt>!e«ijft«r^i» • mm - &m-tz&m 0 
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0 50 100%0 50 100% 0 50 100% 
Dsit—mm. 3)*sfcxt^s 

ABC DEF GHI 



0 50 100% 
M N O 



0 50 100% 



5)- 

J K 
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SEQUENCE LISTING 



<110> AnGes MG, Inc. 

<160> NUMBER OF SEQ ID NOS: 3 

<200> SEQUENCE CHARACTERISTICS: 

<210> SEQ ID NO 1 

<211> LENGTH: 48 

<212> TYPE: DNA 

<213> ORGANISM: Artificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial SequenceSynthetic 
DNA 

<400> SEQUENCE: 1 

ATTTCCCTCC AAAAGGAGGG AAATCCCTTC /VAGGAAAACC TTGAAGGG 



<200> SEQUENCE CHARACTERISTICS: 
<210> SEQ ID NO 2 
<211> LENGTH: 53 
<212> TYPE: DNA 

<213> ORGANISM: Artificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial SequenceSynthetic 
DNA 

<400> SEQUENCE: 2 

ATTTCCCTCC TGGATCCCAG GAGGGAAATC CCTTCAAGGA AAACCTTGAA GGG 



<200> SEQUENCE CHARACTERISTICS: 
<210> SEQ ID NO 3 
<211> LENGTH: 48 
<212> TYPE: DNA 

<213> ORGANISM: Artificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial SequenceSynthetic 
DNA 

<400> SEQUENCE: 3 

ATTTCCCTTT TTTTAAAGGG AAATCCCTTC AAGATTTTTC TTGAAGGG 
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